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ABSTRACT
￿
The secretion of the protease plasminogen activator (PA) by cells of developing peripheral
nerve was demonstrated. Fetal and early postnatal dorsal root ganglia were established in culture as
explants or as individual neurons and Schwann cells. A fibrin overlay assay was used to visualize the
locations of PA secretion. Fibrinolytic zones formed around the somata of explants and were skewed
in the direction of maximal fiber outgrowth. Individual growth cones at the tips of long fasiculated
fiber bundles also released PA. Approximately 50% of individual neurons showed PA secretion;
especially pronounced release occurred at some growth cones. Culture of nerve growth factor-
independent adult neurons showed that PA expression was independent of effects of this growth
hormone. A subpopulation of Schwann cells was also active in PA secretion, which could be detected
at the soma, at the bipolar processes, or along the entire cell length. Possible functions of neural PA
in development and regeneration are discussed.
Embryonic cell migrations from the neural crestfigure prom-
inently in generating the spinal ganglia of the vertebrate
peripheral nervous system (1, 2). Neural maturationincludes
axonal innervation of target tissues and postnatal ensheath-
ment of axons with the Schwann cell myelin membrane.
Furthermore, peripheral nerve in adult mice retains the ability
to respond to injury by an initial degenerative phase (chro-
matolysis), followed by axonal re-extension and an appropri-
ate degree of Schwann cell proliferation, migration, and reen-
sheathment (3). Elucidating biochemical mechanisms under-
lying both developmental and regenerative cell positioning,
axonal growth, and tissue remodeling are of obvious interest.
Localized protease secretion may play a role in these events
by modifying cell surfaces and the extracellular environment
to facilitate cell movements and interactions. We have now
demonstrated plasminogen activator (PA)' secretion by both
neurons and Schwann cells in cultures prepared from devel-




Dissected mouse dorsal root ganglia were collected into
a HEPES buffered dissociation medium (4) treated with 0.25% Clostridium
histolyticum collagenase (Worthington CLS 50S; Worthington Biochemical
Corp., Freehold, NJ) at 37°C for 5 min (2d ganglia) or 1 min (fetal ganglia).
Ganglia were removed from the collagenase solution, washed once with 10%
fetal calfserum in PBS, collected by settling, and washed twice in PBS alone.
Gangliawere explantedonto poly-o-lysinecoated coverslipsin 200 wl ofserum-
'Abbreviations used in this paper: DRG, dorsal root ganglia; NGF,
nerve growth factor; PA, plasminogen activator.
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free N2 medium (5, 6) supplemented with 25 ng/m12.5S nerve growth factor
(NGF) (Collaborative Research, Inc., Lexington, MA). Extensive radial nerve
fiberoutgrowth occurred with minimal Schwann cell migration in serum-free
medium, orin association with migratingSchwann cellswhen serumcontaining
medium was used. Explants established without collagenase treatment did not
become firmly enough attached to the substrata to allow processing for fibrin
overlay assays.
Dissociated cell culturescontaining a high percentageofindividual neurons,
as identified by nuclear morphology and tetanus toxin binding, were obtained
by trituration ofcollagenase treated ganglia. Incubation time with collagenase
was adjusted to give maximum neuron viability, and longer incubation was
required for older ganglia as described by Scott (7). Ganglia were treated with
0.25% collagenase for 5 min (2-d ganglia), 15-20 min (16-17-d ganglia), or
30-60 min (30-90-d ganglia) and washed as described above. Following the
addition of0.5 ml ofserum-free N2 culture medium containing 10 Ag DNAse,
the gangliawere trituratedin SigmaCoted narrow bore Pasteurpipettes(Sigma
Chemical Co., St. Louis, MO), and the remaining fragments discarded. Fresh
medium (4.5 ml) was added to the cell suspension in a polyethylene tube and
single cells were collected by low speed centrifugation. Cells were plated in 200
g1 of N2 medium on polylysine-coated coverslips. 25 ng/ml 2.5S NGF was
added to the early postnatal cultures only.
Schwann cell enriched cultures were established by dissociation of nerve
roots excised from dissectedganglia. Treatment with collagenase, washing, and
cell dispersion was as described above, only the tituration was more vigorus.
86% ofthe plated cells had the bipolarspindle shape characteristic ofSchwann
cells. Ofthese, 82% bound monoclonal antibody recognizing a Schwann and
oligodendroglial cell surface component (8) at 1 d in vitro. The specificity of
this antibody for Schwann cells in these cultures was confirmed by double-
labeled immunofluorescence with rabbit antibody to galactocerebroside as
described by Mirsky (9).
Fibrin overlay assay:
￿
The secretion of PA was detected by fibrin
overlay assaysas previously described (10, 11), modified toinclude0.4% glucose
in the fibrin clotto ensure neuron viability, and 10 U/ml penicillin and 10 Kg/
ml streptomycin, as antibacterial prophylaxis. Appropriate controls for plas-
minogen dependence, time dependence, and sensitivity of the fibrinolysis to
773protease inhibitors were performed. For all cells examined no fibrinolysis was
observed in the absence of plasminogen, showing that fibrin degradation
occurring in plasminogen-containingclots is due to generation ofplasminby a
cellular PA.
Explantand neuronal cultureswere assayedat 1-3 d in vitro, when maximal
nerve fiber outgrowthwas occurring. Neurons remained viable during the 4-6
h assays at room temperature asjudged by the retention ofa phase bright soma
and maintenance or increase ofthe neurite length.
RESULTS AND DISCUSSION
A fibrin overlay assay was used to detect plasminogen acti-
vator secretion by explanted dorsal root ganglia. Large fibri-
nolytic zones were routinely detected, spreading with time,
from the somata of explants . The shape of the fibrinolytic
zones was skewed in the direction of maximal nerve fiber
outgrowth (Fig . 1 A) . Fibrinolytic degradation included the
FIGURE 1
￿
Plasminogen activator secretionby explanted dorsal root
ganglia . Ganglia explanted as described in Materials and Methods
were assayed for PA secretion by the fibrin overlay assay . Plasmin-
mediated degradation of fibrin is visualized as areas of clearing in
the clot and indicates sites of release of a plasminogen activator by
the underlying cells . PA secretion was seen around the somata (A)
of an unfixed explant in this phase contrast visualization of an area
of fibrin degradation . PA secretion was also seen along the path (B)
of growing neurites and at growth cones (C), when cultures were
fixed and stained with Coomassie Brilliant Blue to enhance the




pathways of neurite outgrowth (Fig. 1B) and frequently sep-
arate areas ofPA release were seen at the distant (500-1,200
Am) growth cones of fasiculated fiber bundles (Fig. 1 C) .
Since the ganglia contain both neurons and Schwann cells,
the source of the PA was not obvious . To examine neurons
at the single cell level ganglia were dispersed as described in
Materials and Methods. A synthetic medium (N2) proved the
most useful for obtaining individual neurons and extensive
neurite outgrowth free of Schwann cells (6) . Fibrin overlay
assays were performed after 1-3 d ofculture in 25 ng/m12.5S
NGF, which lacks endogenous protease activity (12) . Mean
percentage of neurons showing plasminogen-dependent fibri-
nolytic zones was50% (range of41 to 61 for five experiments) .
Neither neurite outgrowth nor fibrinolysis was enhanced if
the 7S form ofNGF was used. Since Scott (7) reported that
viable neurons can be obtained from older ganglia and that
neurite outgrowth was independent of added NGF, we mod-
ified his protocol (Materials and Methods) to obtain NGF-
independent neurite outgrowth from 16-17 d postnatal sen-
sory neurons. A similar extent of fibrinolysis was again seen
(49% active cells). These results suggest that the assay is
detecting a cellular plasminogen activator and not the ester-
opeptidase activity of the y subunit ofNGF or the weak PA
activity reported for the 116 kdalton form (13) . In other
experiments, 17-d ganglia dissociates were fractionated on
glass beads to remove adherent non-neuronal cells (14) . Fibrin
overlay assays of the recovered neurons, cultured in the
absence of added NGF, showed that neuronal PA expression
could be independent of NGF-like or other trophic factors
secreted by non-neuronal cells (15) .
Localization of PA release was scored in relation to neu-
ronal membrane specializations and results similar to those
reported with clonal cell lines (10) were obtained. Neurons
with and without neurites were represented among the cells
secreting PA (PA' cells). PA secretion was most pronounced
in cells with neurites, which represent 43% of the neuronal
population . In this population PA secretion was restricted to
the growth cone in 5% of the cells (Fig. 2A); these were
neurons with large spread growth cones and prominent filo-
podia. For most cells (58%), PA secretion occurred both at
the soma and the growth cone, or the cell produced a fibri-
nolytic zone that encompassed both soma and the entire
neuritic extension (Fig . 2C) . The latter fibrinolytic pattern
may result from the deposition ofactivePA on the substratum
during growth cone movement (16) . In addition, some neu-
rons that had regenerated neurites showed PA secretion only
around the soma (13%) (Fig. 2 B), or were PA- (24%).
The examples shown in Fig . 2 were neurons cultured in
serum-free N2 medium . Neurons seeded onto either polyly-
sine or collagen coated coverslips in basal Eagle's medium
with 10% fetal calf serum also regenerated neurites and ap-
peared PA' but were always associated with Schwann cells.
Diameters ofPA' neurons ranged from 16 to 32 Am for 2-d-
postnatal-ganglia dissociates cultured in synthetic medium .
These sizes were somewhat larger for neurons cultured on
collagen in the presence of serum. PA' neurons from 90-d
ganglia had a range of diameters of 25-40 Am, reflecting
maturational growth. This size range should include both
small and large DRG neurons asPA' cell types .
Many ofthe Schwann cells present in the dissociatedganglia
preparation were also PA' . To investigate these cells in more
detail, cultures containing predominantly Schwann cells were
prepared by collagenase treatment of ganglionic nerve roots .FIGURE 2 Localization of neuronal plasminogen activator secre-
tion . Establishment of dissociated ganglia cultures and fibrin overlay
assay was as described in Materials and Methods. The micrographs
illustrate PA secretion at the neuronal growth cone (A), the soma
(B), and at both locations (C). For the photomicrographic examples
shown, absence of a covert Schwann cell along any part of the
neurons was verified by microscopic viewing x 1,000 . A-C were
fixed and stained with Coomassie Brilliant Blue . A PA* Schwann
cell is also seen in the upper portion of C . Bars, 50 tam . x 240 (A
and B) ; x 320 (C) .
Approximately halfofthe Schwann cells were detected asPA
secretors when cultured in N2 medium (Table I) . Contami-
nating fibroblasts in these preparations were uniformly nega-
tive for PA secretion by the overlay assay under several culture
conditions . Schwann cells were also heterogenous for the areas
along the cell length at which PA secretion was detected (Fig.
3). An examination of 592 Schwann cells (from different
growth conditions) showed that 32% of the cells exhibited
fibrinolytic zones with the soma as foci (Fig. 3A) . Whereas
for 22% of the cases, release appeared to be along the entire
length of the cell (Fig . 3B). However, the greatest number of
TABLE I




















Ganglionic roots were treated with collagenase and dispersed as described
in Materials and Methods . Schwann cell-enriched cultures were estabished
by plating the dispersed cells on polylysine-coated coverslips in N2 me-
dium . Fibrin overlay assays were for 6 h . Cells with bipolar spindle mor-
phologies and not in contact with each other were evaluated . This resulted
in an underestimation since lytic zones around clusters of Schwann cells
were not counted .
* Mean t SD ; n = 3-5 .
= Days in vitro .
s Not determined due to low initial cell plating or excessive plating of debris .
cases (35%) were of fibrinolytic zones about the soma, but
skewed to include a portion of one of the processes (Figs. 3,
C and D) . A minority of cells (10%) showed pronounced
release along one or both processes but excluding the soma
(Fig. 3E) . Sites of PA release did not appear to depend on
developmental age, substratum, medium or the presence or
absence of neurons .
Although PA secretion by Schwann cells grown on polyly.
sine substrata in serum-free medium was relatively constant
during in vitro culture (Table I), other experiments showed
that the fibrinolytic activity of Schwann cells could be mod-
ulated by the culture conditions. When Schwann cells were
grown on collagen in the presence of fetal calf serum, 42% of
the cells were PA' at 1 d in vitro but only 2.5% were positive
after 3 d in vitro . Furthermore, when Schwann cells were
grown on polylysine in the presence ofserum rather than N2
medium, only 2% ofthe cells werePA' even at 1 d of culture .
Reasons for the ability of different substrata and media to
influence PA expression is currently under investigation .
However, other studies (17, 18) have shown that serum com-
ponents can modulate expression of both functional and
secretory properties ofSchwann cells .
In mixed cultures ofdissociated neurons and Schwann cells,
~50% of Schwann cells were again PA'; however, expression
of enzyme secretion did not appear to be influenced by
Schwann cell proximity to neurons . Although PA' neuronal
growth cones with a Schwann cell attached along the neuritic
length were observed, it was not possible by the present
methodology to learn if such cell-cell interactions can modu-
late PA secretion.
In other experiments, Schwann cells were established in
culture by allowing migratory outgrowth to occur from
minced fragments of sciatic nerve. Fibrinolysis could also be
observed in these cases showing that we are not merely
detecting a spurious carryover of protease from the dissocia-
tion procedure. Kalderon previously suggested PA secretion
by Schwann cells based on experiments detecting fibrinolysis
during culture of dissociated spinal cord on "'I-fibrin plates
(19). The present experiments clearly distinguish, at the single
cell level, Schwann cells from two other sources, as capable
ofPA secretion .
The finding that both neurons and Schwann cells are het-
erogenous for PA production, both in terms of percent secre-
tory cells and ultrastructural localization of enzyme release,
is intriguing . However, ganglia neurons are heterogeneous for





Localization of Schwann cell plasminogen activator se-
cretion . Schwann cells prepared from DRG nerve trunks as de-
scribed in Materials and Methods were evaluated for the location
of PA secretion as visualized by the fibrin overlay assay . PA release
appeared alongthe entire length of bipolar cells (8) or was restricted
to the soma (A) or soma and one process (C and D), or just to the
processes (E) . A quantitative comparison of these localizations is
presented in the text . Note the presence of a PA- fibroblast-like
cell and a PA- Schwann cell in A and E, respectively . Bar, 50 Aim .
x 320 .
size, and myelination (20, 21) and Schwann cells are known
to vary in cell surface antigen composition (22) and prolifer-
ation (23) in culture. Neural PA secretion may have a role in
cell migration and neurite extension . PA secretion by cere-
bellar migratory granule neurons has previously been dem-
onstrated (11). Variability of PA expression in vitro could
reflect any number of subtleties, such as rate or direction of
Schwann cell movement or rate of neurite extension and




being explored with time lapse video recording techniques.
Alternately, PA expression could reflect an aspect of the cell's
in vivo interactions at the time the ganglia were dissected .
Neurons and Schwann cells produced PA over a broad devel-
opmental range; fetal day 13 to 3-mo-old adults were tested .
This raises the possibility that the protease could be involved
in several successive events in neural maturation . In prelimi-
nary experiments, we have also identified purified oligoden-
droglia (24) of the central nervous system as PA secretory
cells. This cell type shares with the peripheral Schwann cell
the property of ensheathment of the axonal membrane . A
possible role for PA secretion in normal and degenerative
myelin membrane metabolism remains to be investigated .
This work was supported in part byUSPHS grants NS-09818, 1-R23-
CA32260 and National Science Foundation grant BNS-83-04552 .
Receivedfor publication 6 September 1983, and in revisedform 25
October 1983 .
REFERENCES
l . Weston, J . A . 1970. The migration and differentiation of neural crest cells. Adv .
Morphog . 8:41-114.
2 . LeDouarin,N . M. 1980. The ontogeny ofthe neural crest in avian embryo chimaeras.
Nature (Land.) . 286:663-669.
3 . Purves,D. 1975 .Functionaland structural changes in mammalian sympathetic neurons
following interruption of their axons.J . Physiol. (Land.). 252:429-463 .
4 . Ransom, B .R ., E . Neale,M . Henkart, P .N. Bullock, andP . G. Nelson. 1977. Mous e
spinal cord in culture. 1 . Morphology and intrinsic neuronal electrophysiologic proper-
ties .J . Neurophysiol . 40:1132-1150.
5 . Bottenstein, J. E ., and G . H . Sato . 1979 . Growth ofa rat neuroblastoma cell line in
serum-free supplementedmedium . Proc . Nail. Acad. Sci. USA. 76:514-517 .
6 . Bottenstein, J .E ., S .D . Skaper, S .S . Varon, andG . H. Sato . 1980 . Selective survival of
neurons from chick embryo sensory ganglionic dissociates utilizing serum-free supple-
mental medium . Exp . CellRes .125:183-190 .
7 . Scott, B . S . 1977 . Adult mouse dorsal root ganglia neurons in cellculture. J . Neurobiol.
8:417-427.
8 . Seeds,N . W ., and J .M. Collins. 1983 . Oligodendroglia development in cerebellar cell
cultures as monitored withmonoclonal antibody . Fed . Proc. 42:2025x. (Abstr.)
9 . Mirsky,R., J . Winter,E . Abney,R . Pruss, J . Gavrilovic, andM.C. Raft. 1980 . Myelin
specific proteins and glycolipids in rat Schwann cells and Olgodendroglia in culture . J .
Cell Biol. 84:483-494 .
10 . Krystosek, A., andN . W . Seeds. 1981 . Plasminogen activator release at the neuronal
growth cone. Science(Wash . DC). 213:1532-1534.
11 . Krystosek, A ., and N. W. Seeds . 1981 . Plasminogen activator secretion by granule
neurons in cultures of developing cerebellum. Proc . Nail. Acad. Sci. USA . 78:7810-
7814 .
12 . Callissano, P ., and R . Levi-Montalcini . 1979 . Is NGF an enzyme? Nature (Land .).
280:359 .
13 . Orenstein,N . S., H.F . Dvorak,M.H . Blanchard, and M. Young. 1978 . Nerve growth
factor .A protease that can activate plasminogen . Proc . Natl. Acad. Sci. USA. 75:5497-
5500 .
14 . Okun, L . M., F.K . Ontkean, andC . A . Thomas. 1972. Removal ofnon-neuronal cells
from suspensions of dissociated embryonic dorsal root ganglia . Exp . Cell Res. 73:226-
229 .
15 . Burnham, P ., C. Raibom, and S . Varon. 1972 . Replacement ofnerve-growth factor by
ganglionicnon-neuronal cells forthe survival in vitro of dissociated ganglionic neurons.
. Proc . Natl. Acad. Sci. USA. 69:3556-3560.
16 . Krystosek, A., andN . W . Seeds. 1981 . Deposition of plasminogen activator on the
substratum by malignant cells.J CellBiol. 91 :145x . (Abstr.)
17 . Moya, F .,M . B . Bunge, and R . P . Bunge . 1980. Schwann cells proliferate but fail to
differentiate in defined medium. Proc. Natl. Acad. Sci. USA . 77:6902-9606 .
18 . Carey, D. J ., and R. P . Bunge . 1981 . Factor s influencing the release of proteins by
cultured Schwann cells.J Cell Biol. 91:666-672 .
19 . Kalderon, N. 1979 . Migration of Schwann cells and wrapping of neurites in vitro: A
function of protease activity (plasmin) in the growth medium. Proc. Nail. Acad. Sci.
USA . 76:5992-5996 .
20 . Patterson, P . H. 1978 . Environmental determination of autonomic neurotransmitter
functions . Annu . Rev . Neurosci. 1:1-17.
21 . Hokfelt, T.,0 . Johansson,J.-O. Kellerth, A . Ljungdahl,G . Nilsson,A . Nygards,andB .
Pemow . 1977 . Immunohistochemical distribution ofSubstance P . In Substance P . U .
S . van Euler andB . Pemow, editors. Raven Press, New York . 117-145 .
22 . Ranscht, B ., P .A. Clapshaw, J . Price,M . Noble, andW . Seifert. 1982. Development of
ohgodendrocytes and Schwann cells studied with a monoclonal antibody against galac-
tocerebroside . Proc. Natt. Acad. Sci. USA. 79:2709-2713.
23 . Raff, M . C .,A . Horoby-Smith, and J . P . Brockes. 1978. CyclicAMP as a mitogenic
signal for cultured rat Schwann cells. Nature (Land.). 273:672-673.
24 . McCarthy,K .D ., andJ . deVellis. 1980. Preparationofseparate astroglial andoligoden-
droglial cell cultures from rat cerebral tissue.J CellBiol . 85:890-902 .